. Decreased spot detachment when samples are incubated for 5 min at 4°C. A total of 152 spots from 22 different studies (otherwise identical to those described in main-text Figures 3 and 4) were assessed for detachment compared with a total of 160 spots from 20 different studies (those described in main-text Figures 3 and 4) . Inclusion of the 4°C step increased overall spot retention by >2.5×. Thus, this step has been included for all studies reported. Figure S2 . EGF directed chemotaxis of 4T1 breast cancer cells in agarose spot assay for chemotactic invasion. (A) Two PBScontaining spots and (B) 2 EGF-containing spots were plated onto the same dish. No cells were observed to enter the PBS spots (C), while a total of 617 cells were observed in the EGF spots (D). In total, 12 PBS spots and 10 EGF spots were analyzed. The edge of the agarose spots are shown by the dotted white line. The experiment was repeated three times.
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